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Supplemental Table S1 Figure 3C . Defective phenotypes include misalignment (top row), misplacement (middle row) and unequal segregation (bottom row). Chromosomes were stained with Hoechst33342 (purple), in which missegregating chromosomes are indicated with yellow arrowheads. Cut12-GFP is used for an SPB marker (green) and the cell peripheries are outlined with dotted lines. Scale bar, 10 μm. et al., 2014; Tang and Toda, 2015) . (B) Substituted amino acid residues in Alp7-5A and the newly isolated three Alp7 mutants. Summary of alp7-5A and the alp7 mutants obtained upon site-directed mutagenesis is shown. cut7∆pkl1∆ cells were transformed with the mutagenized DNA fragments, which contained random nucleotides (5'mnn3') at the position corresponding to K341, Y344, R346, K347 and Y348 of Alp7. G418-resistant transformants were tested for growth at 36°C and the ts candidates were further checked for cell shape at 27°C and 36°C. The alp7 mutations were confirmed by nucleotide sequencing of the alp7 gene on the selected clones. (C) Delocalization of Alp7-GFP from the mitotic SPB in the alp7-20 mutant cells. Cells of wild type (carrying Alp7-GFP and mCherry-Atb2) and alp7-20 (carrying Alp7-GFP and Pcp1-2mRFP) were mixed in the same culture, shifted from 27°C to 36°C and incubated for further 2 h. A snap shot taken from the live imaging experiment are shown. Note that the signal intensity of Alp7-20-GFP at the SPB (arrowheads) is significantly reduced compared with that of wild type Alp7-GFP (arrows). See Figure  4D for quantification. The cell peripheries are outlined with dotted lines. Scale bar, 10 μm. (D) Quantification of the total levels of wild-type and mutant Alp7-GFP proteins in whole-cell extracts. Strains containing wild-type Alp7-GFP, Alp7-13-GFP or Alp7-20-GFP and a control nontagged strain were grown at 36°C for 2h, and protein extracts were prepared, followed by immunoblotting with anti-GFP and anti-γ-tubulin antibodies. Relative amounts of each Alp7-GFP protein were normalized using those of γ-tubulin as a control.
Results are given as the means ± SD (n=4). The relative values of Alp7-GFP, Alp7-13-GFP and Alp7-20-GFP are assigned as 1.01 ± 0.07, 1.01 ± 0.11 and 0.97 ± 0.18, respectively. Data sets were compared with a two-tailed unpaired Student's t-tests (n.s., not significant). Binding to Klp5/Klp6
Binding to SPBs and kinetochores by forced tethering of Alp14 to the SPB. Serial dilution spot tests were performed using the same set of strains shown in (A). These strains were applied on rich YE5S media in the presence or absence of thiabendazole (TBZ) and incubated at the indicated temperatures for 2 d. cell conc., cell concentration. temp., temperature. Figure 1C . Data sets were compared with a two-tailed unpaired Student's t-tests (****, P < 0.0001; n.s., not significant).
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